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Methods
Time-lapse microscopy
To assess the effects of PB on wound healing, 3 × 10 4 cells were placed on each side of a Culture-Insert 2 Well (Ibidi, Munich, Germany) with a 500-µm separation for 24 h, and replaced in serum-free medium for a further 16 h. Cells were incubated in DMEM with 10% FBS plus PB (240 µg/mL) or water control for 24 h after removal of the insert. For migration velocities, quantities of 5 × 10 5 Hep3B cells were seeded onto 3.5 cm dishes for 24 h and replaced in serum-free medium for a further 24 h. Cells were incubated in DMEM with 10% FBS plus PB (240 µg/mL), PTX (2.0 µM), or water control at the start of 24 h of time-lapse microscopy. A live cell movie analyzer (NanoEntek) was used to capture images every 30 min. An average of at least 10 subsequent cell centroid displacements per 30 min from two consecutive images was analyzed to determine cell velocities of migration by using the Manual
Tracking plugin for ImageJ software (National Institutes of Health, USA).
RNA extraction, microarray analysis, and network analysis
Total RNA from Hep3B or HepG2 cells treated with PB or water control for 24 h was extracted using Trizol reagent (Invitrogen) and an RNeasy Mini kit (Qiagen, Venlo, Netherlands) according to the manufacturer's instructions. RNA quantity and purity were assessed by NanoDrop ND-1000 followed by Agilent RNA 6000 Nano assay. A lack of genomic DNA contamination was confirmed by gel electrophoresis.
Total RNA with absorbance ratios A260/A280 ≥ 1.8 and A260/A230 ≥ 1.5, as well as RIN value > 6, indicated RNA of acceptable integrity. Target preparation coupled with NHS-Cy5 (GE Amersham, USA) was generated as amino-allyl antisense RNA (aRNA)
by using an Amino Allyl MessageAmp II aRNA Amplification Kit (Ambion, USA).
Purified, labeled aRNA was quantified using a NanoDrop ND-1000 with Cy5 incorporation efficiency > 15 dye molecules/1000 nt. Quantities of 5 µg of each labeled aRNA were used for hybridization at 50°C for 16 h to the whole genome
